Organism/cell line/tissuehuman fibroblast cells immortalized by hTERTSequencer or array typeaffymetrix Human Gene 2.0 ST Array \[probe set (exon) version\]Data formatraw CEL fileExperimental factorscells transfected with non specific siRNA and siDDSR1Experimental featuresRNA was isolated 72 h after transfection with siRNAConsentnot applicableSample sourcenot applicable

1. Direct link to deposited data {#s0010}
================================

<http://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE67048> ([GSE67048](ncbi-geo:GSE67048){#ir0015}).

2. Experimental design, materials and methods {#s0015}
=============================================

2.1. Cell culture and siRNA transfections {#s0020}
-----------------------------------------

Human hTert immortalized fibroblast cells were grown in MEM containing high glucose supplemented with glutamine and 15% fetal bovine serum (FBS) (Atlanta Biologicals). Transfections of 100 nM siRNAs duplex against DDSR1: sense 5′CUAGUGUGUUGCAAAUAAAUU-3′, antisense 5′P-UUUAUUUGCAACACACUAGUU-3′ and non-specific siRNA (ON-TARGET plus non-targeting pool \# D-001,810-10; Dharmacon) were done using Dharmafect 1 as per manufacturer\'s instructions.

2.2. RT-PCR {#s0025}
-----------

Total RNA was isolated 72 h after transfection using the RNeasy plus mini kit (Qiagen). cDNA synthesis was carried out using the High Capacity cDNA Reverse Transcription Kit (Applied Biosystems). qPCR was performed in triplicates with the *iQ*™ *SYBR*® Green supermix (Bio-Rad) on a Bio-Rad CFX-96 real-time PCR system. The comparative *C*~t~ method was employed to confirm DDSR1 knockdown using the primers forward 5′-AAGAGTGGAAAATTCATCCCCA-3′ and reverse 5′-TGTCATGTTTCAGATATTTTCCCCA-3′. Normalization was performed to housekeeping gene TBP using the primers forward CGCCAGCTTCGGAGAGTTC and reverse ACAACCAAGATTCACTGTGGATACA.

2.3. Microarray analysis, data processing {#s0030}
-----------------------------------------

RNA labeling and hybridization were carried out by the Laboratory of Molecular Technology, Leidos Biomedical Research, Inc. Total RNA was reverse-transcribed, labeled, and hybridized using GeneChiP® Human Gene 2.0 ST array following the Ambion® WT Expression Kit Protocol.

2.4. Data QC and normalization {#s0035}
------------------------------

Probe cell intensity (.CEL) files were imported into the R package and normalized using the Robust Multiarray Averaging (RMA) normalization method [@bb0010]. Microarray quality control was performed on the raw and normalized data. Signal Intensity before and after log~2~ RNA signal transformation is shown in ([Fig. 1](#f0005){ref-type="fig"}). Distribution of probe intensity values assessed with normalized data did not show any significant outliers ([Fig. 1](#f0005){ref-type="fig"}C). To investigate the intensity bias and to reduce the signal-to-noise ratio MA plot was applied to raw and normalized data as shown in ([Fig. 2](#f0010){ref-type="fig"}). The relation between the 2 groups (siNS and siDDSR1) after RMA normalization is presented in ([Fig. 2](#f0010){ref-type="fig"}C).

2.5. Data analysis {#s0040}
------------------

Data were analyzed using Partek Genomics Suite 6.6 (Partek Incorporated) and differentially expressed genes (DEG) were defined as genes having ≥ 1.5-fold change of expression in pairwise comparisons, with a *P-*value of \< 0.05 in [Fig. 3](#f0015){ref-type="fig"}. A more detailed discussion of data is published in Sharma et al. [@bb0005].
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![Comparison between raw vs. normalized probe intensity. A) Boxplot of raw data. B) Boxplot of log~2~ RMA normalized intensity data. Each box corresponds to one array. Samples are in the following order: siNS (3 replicates) and siDDSR1 (3 replicates). (C) Histogram for probe intensity distribution after log~2~ RMA normalization. Each line represents one sample 3 replicates each of siNS and siDDSR1.](gr1){#f0005}

![MVA plot for probe intensity distribution. A) Raw data. B) log~2~ RMA normalized data. C) Scatter plot for RMA normalized data. X-axis is siNS, Y-axis is siDDSR1.](gr2){#f0010}

![Volcano plot of probe signals showing differential expression. X-axis represents log fold change on comparison between siDDSR1 and siNS and Y-axis is log~10~*P*-value of comparison between siDDSR1 and siNS. Blue color represents down-regulated probe sets, red color represents up-regulated probe sets and the black represents probe sets with no significant *P*-value.](gr3){#f0015}
